Supplemental Table 2: Strains, Plasmids,

and Primers Used in this Study

Strain, Plasmid, or Primer Genotype/Relevant Characteristic Source*
S.cerevisiae INVSc1 MATa his3D1 leu2 trp1-289 ura3-52 MAT his3D1 leu2 trp1-289 ura3-52 ggggks etal
E.coli $17-1(Ipir) thi pro hsdR- hsdM+ DrecA RP4-2::TeMu-Km::Tn7 ggggks etal
. Zegans et al.

SMC232 Wild type PA14 2009
SMC3884 Wild type DMS3 Lysogen gggg“s etal.
SMC4893 ADMS3-42 Lysogen Cady et al. 2011
SMC4894 ADMS3-42 + DMS3-42 Lysogen Cady et al. 2011
SMC5059 ADMS3-42 lysogen+ DMS3-42 A232T mutant This Study
SMC5060 ADMS3-42 lysogen+ DMS3-42 C233G mutant This Study
SMC4892 ADMS3-42 lysogen+ DMS3-42 C234T mutant Cady et al. 2011
SMC4897 ADMS3-42 lysogen+ DMS3-42 G235T mutant Cady et al. 2011
SMC5061 ADMS3-42 lysogen+ DMS3-42 C236G mutant This Study
SMC4899 ADMS3-42 lysogen+ DMS3-42 C238G mutant Cady et al. 2011
SMC5062 ADMS3-42 lysogen+ DMS3-42 T239G mutant This Study
SMC5063 ADMS3-42 lysogen+ DMS3-42 G241A mutant This Study
SMC5064 ADMS3-42 lysogen+ DMS3-42 A242C mutant This Study
SMC4900 ADMS3-42 lysogen+ DMS3-42 C243T mutant Cady et al. 2011
SMC5065 ADMS3-42 lysogen+ DMS3-42 T244C mutant This Study
SMC5066 ADMS3-42 lysogen+ DMS3-42 A245C mutant This Study
SMC4901 ADMS3-42 lysogen+ DMS3-42 C246T mutant Cady et al. 2011
SMC5067 ADMS3-42 lysogen+ DMS3-42 T247C mutant This Study
SMC5068 ADMS3-42 lysogen+ DMS3-42 A248T mutant This Study
SMC4902 ADMS3-42 lysogen+ DMS3-42 C249T mutant Cady et al. 2011
SMC5344 ADMS3-42 lysogen+ DMS3-42 A250G mutant This Study
SMC5069 ADMS3-42 lysogen+ DMS3-42 A251G mutant This Study
SMC4903 ADMS3-42 lysogen+ DMS3-42 C252T mutant Cady et al. 2011
SMC4904 ADMS3-42 lysogen+ DMS3-42 T254C mutant Cady et al. 2011
SMC5345 ADMS3-42 lysogen+ DMS3-42 C256A mutant This Study
SMC5070 ADMS3-42 lysogen+ DMS3-42 G257A mutant This Study
SMC5346 ADMS3-42 lysogen+ DMS3-42 C259G mutant This Study
SMC5347 ADMS3-42 lysogen+ DMS3-42 T260C mutant This Study
SMC4906 ADMS3-42 lysogen+ DMS3-42 G261T mutant Cady et al. 2011
SMC4907 ADMS3-42 lysogen+ DMS3-42 A262T mutant Cady et al. 2011
SMC5348 ADMS3-42 lysogen+ DMS3-42 T263C mutant This Study
SMC5084 ADMS3-42 lysogen+ DMS3-42 G264A mutant This Study
SMC5368 ADMS3-42 lysogen+ DMS3-42 G265A mutant This Study
SMC4279 APA14_CRISPR1-2 (CR) Cady et al. 2011
SMC4280 APA14_CR DMS3 lysogen Cady et al. 2011
SMC7005 PA14 lysogen ADMS3-42ps-52 This Study
SMC7006 PS-CKOn This Study
SMC7007 Scrambled PS-CKOn This Study
SMC7008 ACR PS-CKOn This Study
SMC7009 ACR Scrambled PS-CKOn This Study
SMC7010 PS-CKONn-A245C This Study
SMC7011 ACR PS-CKOn-A245C This Study
SMC7012 PS-CKONn-C246T This Study
SMC7013 ACR PS-CKOn-C246T This Study
SMC7014 APA14_07970-PA14_08330 (AR/F) This Study
SMC7015 PS-CKOn AR/F This Study
SMC7016 APA14_52480-PA14_52520 (APA14_52530 operon) This Study
SMC7017 PS-CKOn APA14_52530 operon This Study
SMC7018 AR/F APA14_52530 operon This Study
SMC7019 PS-CKOn AR/F APA14_52530 operon This Study
SMC7020 ArecA This Study
SMC7021 PS-CKOn ArecA This Study
SMC7022 AR/F APA14_13940 (Apyocin S2) This Study
SMC7023 AR/F APA14_49520 (Apyocin S3) This Study
SMC7024 AR/F APA14_59220 (Apyocin S5) This Study
SMC4541 Acas3 + cas3-D124A (chromosomal) Cady et al. 2011
SMC7025 PS-CKOn Acas3 + cas3-D124A (chromosomal) This Study

Merritt et al.
SMC4465 AsadC 2010

Cady and Bondy-|
SMC5363 Acsy3 lysogen of DMS3 with DMS3-42 T255C allele Denomy et al.

2012
Plasmids

Shanks et al.
pMQ30 P. aeruginosa suicide vector for clean deletions; Gm' 2006
pMQ30-DMS3-42ps-52 KO DMS3 lysogen DMS3-42ps-DMS3-52 deletion plasmid; Gm" This Study
pMQ30-recA-KO PA14_recA in-frame deletion plasmid; Gm" This Study
pMQ30-PA14_52480-PA14_52520-KO PA14 52530 operon in-frame deletion plasmid:Gm" This Study
pMQ30-PA14_07970-PA14_08330-KO PA14 R/F pvocin in-frame deletion plasmid:Gm" This Study
pMQ30-PA14_13940-KO PA14 S2 pvocin in-frame deletion plasmid:Gm" This Study




pMQ30-PA14_49520-KO PA14 S3 pvocin in-frame deletion plasmid:Gm' This Study
pMQ30-PA14_59220-KO PA14 S5 pvocin in-frame deletion plasmid:Gm" This Study
pMQ30-PS-CKOn DMS3-42 protospacer + 5nt upstream and downstream att::Tn7 site knock-on vector This Study
pMQ30-Scrambled-PS-CKOn Scrambled DMS3-42 protospacer + 5nt upstream and downstream att::Tn7 site knock-on vector | This Study
pMQ30-PS-CKONn-A245C DMS3-42 A245C protospacer + 5nt upstream and downstream att::Tn7 site knock-on vector This Study
pMQ30-PS-CKONn-C246T DMS3-42 C246T protospacer + 5nt upstream and downstream att::Tn7 site knock-on vector This Study
pMQ30-DMS3-42 A232T mutation KON DMS3-42 allelic replacement construct with point mutation A232T ; Gm' This Study
pMQ30-DMS3-42 C233G mutation KON |DMS3-42 allelic replacement construct with point mutation C233G ; Gm' This Study
pMQ30-DMS3-42 C236G mutation KON |DMS3-42 allelic replacement construct with point mutation C236G ; Gm" This Study
pMQ30-DMS3-42 T239G mutation KON |DMS3-42 allelic replacement construct with point mutation T329G ; Gm' This Study
pMQ30-DMS3-42 G241A mutation KON DMS3-42 allelic replacement construct with point mutation G241A ; Gm" This Study
pMQ30-DMS3-42 A242C mutation KON |DMS3-42 allelic replacement construct with point mutation A242C ; Gm" This Study
pMQ30-DMS3-42 T244C mutation KON DMS3-42 allelic replacement construct with point mutation T244C ; Gm' This Study
pMQ30-DMS3-42 A245C mutation KON DMS3-42 allelic replacement construct with point mutation A245C ; Gm' This Study
pMQ30-DMS3-42 T247C mutation KON |DMS3-42 allelic replacement construct with point mutation T247C ; Gm" This Study
pMQ30-DMS3-42 A248T mutation KON DMS3-42 allelic replacement construct with point mutation A248T ; Gm' This Study
pMQ30-DMS3-42 A250G mutation KON DMS3-42 allelic replacement construct with point mutation A250G ; Gm" This Study
pMQ30-DMS3-42 A251G mutation KON |DMS3-42 allelic replacement construct with point mutation A251G ; Gm" This Study
pMQ30-DMS3-42 C256A mutation KON DMS3-42 allelic replacement construct with point mutation C256A ; Gm' This Study
pMQ30-DMS3-42 G257A mutation KON |DMS3-42 allelic replacement construct with point mutation G257A; Gm' This Study
pMQ30-DMS3-42 C259G mutation KON |DMS3-42 allelic replacement construct with point mutation C259G ; Gm' This Study
pMQ30-DMS3-42 T260C mutation KON DMS3-42 allelic replacement construct with point mutation T260C ; Gm" This Study
pMQ30-DMS3-42 T263C mutation KON |DMS3-42 allelic replacement construct with point mutation T263C ; Gm" This Study
pMQ30-DMS3-42 G264A mutation KON |DMS3-42 allelic replacement construct with point mutation G264A ; Gm' This Study
pMQ30-DMS3-42 G265A mutation KON DMS3-42 allelic replacement construct with point mutation G265A ; Gm" This Study

Primers

DMS3A42ps-52 KO primer 1

CAAATTCTGTTTTATCAGACCGCTTCTGCGTTCTGATGATGCGTCCCCGGCCCCAGTGCG

DMS3A42ps-52 KO primer 2

TCTACGCGATCAGGAAGGACTGAAAGCCGTAGGGCGAATAACGCCACCGG

DMS3A42ps-52 KO primer 3

CCGGTGGCGTTATTCGCCCTACGGCGCCGCCCATCAGGCGAAGGTTGTAGTA

DMS3A42ps-52 KO primer 4

CGGATAACAATTTCACACAGGAAACAGCTATGGGCGGCGCAGAACCTCGCGC

DMS3-42 PS-CKOn KOn primer 1

CTGTTTTATCAGACCGCTTCTGCGTTCTGATGCTGCTGCTCGCCCTGATCC

DMS3-42 PS-CKOn KOn primer 2

CCATCAGGCGAAGGTTGAAGTAGTCCAGGGCGGTATCGCGGGCAGTCATGCGGCCCCGG
C

DMS3-42 PS-CKOn KOn primer 3

TACCGCCCTGGACTACTACAACCTTCGCCTGATGGGCGGGCTTCTCGGGTACGCGGCCG

DMS3-42 PS-CKOn KOn primer 4

CGGATAACAATTTCACACAGGAAACAGCTATGGCGGAGCTGTTCGCCAAGGTTCG

DMS3-42 Scrambled PS-CKOn KOn

GACCGCTAGTGTGGCACCGCGTACGAGCTCGGTATAGACGGGCAGTCATGCGGCCCCGG

primer 1 C
Er'i"'nf;';z Scrambled PS-CKOn KOn TATACCGAGCTCGTACGCGGTGCCACACTAGCGGTCACCGGCTTCTCGGGTACGCGGCCG

DMS3-42 A245C PS-CKOn primer Point
Mutant F

GCGATACCGCCCTGGACTCCTACAACCTTCGCC

DMS3-42 A245C PS-CKOn primer Point
Mutant R

GGCGAAGGTTGTAGGAGTCCAGGGCGGTATCGC

DMS3-42 C246T PS-CKOn primer Point
Mutant F

ATACCGCCCTGGACTATTACAACCTTCGCCTGATGG

DMS3-42 C246T PS-CKOn primer Point
Mutant R

CCATCAGGCGAAGGTTGTAATAGTCCAGGGCGGTAT

recA KO primer 1

TTATCAGACCGCTTCTGCGTTCTGACTTGCTCTTGAAATCGTGCAGGTAGAGGTTCG

recA KO primer 2

CGGTCGCCATTGGCCTGAAGTCCTCGCGAAGTCAGGGCGGC

recA KO primer 3

TTCGCGAGGACTTCAGGCCAATGGCGACCGTGCTCGATACG

recA KO primer 4

CAATTTCACACAGGAAACAGCTATGGCCCCGGCGGCTTCGGCACCC

PA14_52530 operon KO primer 1

TTTTATCAGACCGCTTCTGCGTTCTGATCCTGACGATGGGTCAGGTCCTCCACCACCTTG

PA14_52530 operon KO primer 2

CGGGGCGGGAAGGGGAGGCGATGCCGGTCCTGCTTTCATCGG

PA14_52530 operon KO primer 3

GGACCGGCATCGCCTCCCCTTCCCGCCCCGCCTGACGAC

PA14_52530 operon KO primer 4

CAATTTCACACAGGAAACAGCTATGGCTGGCAGGCGAAAGGCGCGGC

PA14 Pyocin R/F KO primer 1

CTGTTTTATCAGACCGCTTCTGCGTTCTGAATGGGTGGTGGCGGTGTCCACGCCG

PA14 Pyocin R/F KO primer 2

CGTCCATCAGCTAGGGGAAAGCCTCCCTGGCGTGCACGAC

PA14 Pyocin R/F KO primer 3

CCAGGGAGGCTTTCCCCTAGCTGATGGACGCAAGCCTGCCTC

PA14 Pyocin R/F KO primer 4

CGGATAACAATTTCACACAGGAAACAGCTATGGCCCTGCTGGCGGAGGAAGTTTGC

PA14_13940 KO primer 1

CTGTTTTATCAGACCGCTTCTGCGTTCTGATCGCTCGCAACCCGCCTTGGCC

PA14_13940 KO primer 2

CGTACCCGAGAAGCCTGACCGGGCTTTACTCTCCAGTTCTTGAGACG

PA14_13940 KO primer 3

AGTAAAGCCCGGTCAGGCTTCTCGGGTACGCGGCCGG

PA14_13940 KO primer 4

CGGATAACAATTTCACACAGGAAACAGCTATGGCGGAGCTGTTCGCCAAGGTTCGCAAC

PA14_49520 KO primer 1

CTGTTTTATCAGACCGCTTCTGCGTTCTGATTGGGTCAGCGGCTCGGTGCTGC

PA14_49520 KO primer 2

CGTTGATTTTAGAAGTGGAGAAGAAGCTGATCGTTAAATTAATTGATAGCATCG

PA14_49520 KO primer 3

TCAGCTTCTTCTCCACTTCTAAAATCAACGCCAATGCACCTGGCACAC

PA14_49520 KO primer 4

CGGATAACAATTTCACACAGGAAACAGCTATGCCGCGATACAGCACCTGGGTGTTTGCC

PA14_59220 KO primer 1

CTGTTTTATCAGACCGCTTCTGCGTTCTGAGCAGGATCCCGACTGCCGAGTGTTCATC

PA14_59220 KO primer 2

AGTTAGGATTGATCATTAGACTTCTCCATTGGTGAGTGTGGTACAGAAACAGTG

PA14_59220 KO primer 3

AATGGAGAAGTCTAATGATCAATCCTAACTCTGTCGAAATAGTTGACAATGGCC

PA14_59220 KO primer 4

GATAACAATTTCACACAGGAAACAGCTATGTTCGTCAACGCCCTTGAAAGGCTTCGCTAC

DDMS3-42 1 (68)

TAATCTGTATCAGGCTGAAAATCTTCTCTCATCCGCCAAACTACGAGAAGCTCCAGCAGATT
CGGCCGATC

DDMS3-42 4 (68)

GTGAGCGGATAACAATTTCACACAGGAAACAGCTCGATATTCGGCGTGATGCCGGCAACGA
TCCC

A232T F(68)

CAGAGCTACGGCGATTCCGCCCTGGACTAC

A232T R(68)

GTAGTCCAGGGCGGAATCGCCGTAGCTCTG




C233G F(68)

GAGCTACGGCGATAGCGCCCTGGACTACTAC

C233G R(68) GTAGTAGTCCAGGGCGCTATCGCCGTAGCTC
C236G F(68) GCTACGGCGATACCGGCCTGGACTACTACAACC
C236G R(68) GGTTGTAGTAGTCCAGGCCGGTATCGCCGTAGC
C237G F(68) AGCTACGGCGATACCGCGCTGGACTACTA

C237G R(68) TAGTAGTCCAGCGCGGTATCGCCGTAGCT

T239G F(68) GGCGATACCGCCCGGGACTACTACAACCTTCG
T239G R(68) CGAAGGTTGTAGTAGTCCCGGGCGGTATCGCC
G240C F(68) CTACGGCGATACCGCCCTCGACTACTACAACCTTC
G240C R(68) GAAGGTTGTAGTAGTCGAGGGCGGTATCGCCGTAG
G241A F(68) CGGCGATACCGCCCTGAACTACTACAACCTTCG
G241A R(68) CGAAGGTTGTAGTAGTTCAGGGCGGTATCGCCG
A242C F(68) GCGATACCGCCCTGGCCTACTACAACCTTCG
A242C R(68) CGAAGGTTGTAGTAGGCCAGGGCGGTATCGC
T244C F(68) ATACCGCCCTGGACCACTACAACCTTCGCCTGATG
T244C R(68) CATCAGGCGAAGGTTGTAGTGGTCCAGGGCGGTAT
A245T F(68) ATACCGCCCTGGACTTCTACAACCTTCGCCTGATGG
A245T R(68) CCATCAGGCGAAGGTTGTAGAAGTCCAGGGCGGTAT
T247C F(68) CCGCCCTGGACTACCACAACCTTCGCCTGATG
T247C R(68) CATCAGGCGAAGGTTGTGGTAGTCCAGGGCGG
A248T F(68) CCGCCCTGGACTACTTCAACCTTCGCCTGATGG
A248T R(68) CCATCAGGCGAAGGTTGAAGTAGTCCAGGGCGG
A250G F(68) GCCCTGGACTACTACGACCTTCGCCTGATGGG
A250G R(68) CCCATCAGGCGAAGGTCGTAGTAGTCCAGGGC
A251G F(68) CCCTGGACTACTACAGCCTTCGCCTGATGGG
A251G R(68) CCCATCAGGCGAAGGCTGTAGTAGTCCAGGG
C253G F(68) GACTACTACAACGTTCGCCTGATGGGCGGCAC
C253G R(68) GTGCCGCCCATCAGGCGAACGTTGTAGTAGTC
T255C F(68) CTACTACAACCTCCGCCTGATGGGCGGCAC
T255C R(68) GTGCCGCCCATCAGGCGGAGGTTGTAGTAG
C256A F(68) GACTACTACAACCTTAGCCTGATGGGCGGCACG
C256A R(68) CGTGCCGCCCATCAGGCTAAGGTTGTAGTAGTC
G257A F(68) GGACTACTACAACCTTCACCTGATGGGCGGCACG
G257A R(68) CGTGCCGCCCATCAGGTGAAGGTTGTAGTAGTCC
C258G F(68) CTACAACCTTCGGCTGATGGGCGGCACGG
C258G R(68) CCGTGCCGCCCATCAGCCGAAGGTTGTAG

C259G F(68) CTACAACCTTCGCGTGATGGGCGGCACGG
C259G R(68) CCGTGCCGCCCATCACGCGAAGGTTGTAG

T260C F(68) CAACCTTCGCCCGATGGGCGGCACGG

T260C R(68) CCGTGCCGCCCATCGGGCGAAGGTTG

T263C F(68) TTCGCCTGACGGGCGGCACGGCGTT

T263C R(68) AACGCCGTGCCGCCCGTCAGGCGAA

G264A F(68) CTTCGCCTGATAGGCGGCACGGCGTTC

G264A R(68) GAACGCCGTGCCGCCTATCAGGCGAAG

G265A F(68) CTTCGCCTGATGAGCGGCACGGCGTTC

G265A R(68) GAACGCCGTGCCGCTCATCAGGCGAAG

rplU RT For GCAGCACAAAGTCACCGAAGG

rplU RT Rev CCGTGGGAAACCACTTCAGC

proC RT For GCTGCTGTCTGCGGTAGG

proC RT Rev CATCAGCAGGAAGAAATACGCC

fabD RT For GCATCCCTCGCATTCGTCT

fabD RT Rev GGCGCTCTTCAGGTCCATT

PA14_07990 RT For GTGAAGCACCGGAACCCG

PA14_07990 RT Rev GGCATTTCCGTCAGTGTCTG

PA14_08300 RT For

GGAAGTTAGGCAAGAGTGGAAA

PA14_08300 RT Rev

CCAGTTGTTGTATCCGTCAAGTA

PA14_52480 RT For TCGCTGCCTTGACTTCACTG
PA14_52480 RT Rev GTCAGGCTCAATCCTCTTTCTG
PA14_52490 RT For CTGCTGCAGTCAGGCAATG
PA14_52490 RT Rev GAGCGAGAACAAGGTCGAAAC

*See main text for literature cited.

























CTGTT TATCAGACCGCTTCTGCGTTCTGATCGCTCGCAACCCGCCTTGGCC

CGTACC CGAGAAGCC TGACCG GGC TTTACT CTC CAG TTC TTGAGACG

AGTAAAGCC CGG TCAGGC TTC TCG GGTACG CGG CCG G

CGG ATAACAATT TCA CAC AGG AAA CAG CTATGG CGG AGC TGT TCG CCAAGG TTC GCAAC
CTG TTT TAT CAGACC GCTTCT GCG TTC TGATTG GGT CAG CGG CTC GGT GCT GC

CGT TGATTT TAG AAG TGG AGAAGAAGC TGATCG TTAAAT TAATTG ATAGCATCG

TCAGCT TCT TCT CCACTT CTAAAATCAACG CCAATG CAC CTG GCACAC



CGG ATAACAATT TCA CAC AGG AAA CAG CTATGC CGC GAT ACAGCACCT GGG TGTTTG CC
CTG TTT TAT CAGACC GCT TCT GCG TTC TGA GCAGGATCC CGACTG CCGAGT GTTCAT C
AGT TAG GAT TGATCATTAGAC TTC TCC ATT GGT GAG TGT GGT ACA GAAACAGTG

AAT GGA GAAGTC TAATGATCAATC CTAACT CTG TCG AAATAG TTG ACAATG GCC

GAT AAC AAT TTC ACA CAG GAAACA GCTATG TTC GTC AAC GCC CTT GAAAGG CTT CGC TAC



